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Validation

No sample-size calculation was performed. The manuscript reports the demonstration of an imaging method, but draws no biological
conclusions, and does not examine or compare different biological conditions. This is not a life science study with comparative analyses of a
certain sample size. We always chose a sample size that validates reproducibility of our technique.

No data was excluded from the analysis.

All attempts at replication were successful. All experiments were repeated three or more times with similar results.

No randomization was performed. Randomization was not necessary, because his is not a life science study with comparative analyses of
biological situations.

No blinding was performed. There is no comparison of different biological situations performed in this work.

Anti-AHCTF1 (1:40 HPA031658, Sigma-Aldrich) .

Anti-rabbit antibody (1:150, 20183, Biotium, Fremont, CA).

Mouse anti-Nup-62 primary antibody (1:50, 610498, BD Bioscience).

Anti-HA (1:250, mouse monoclonal, 2-2.2.14, 26183,Thermo Fisher Scientific).

Anti-HIM-3 (1:250, rabbit polyclonal, 53470002, Novus Biologicals).

Anti-mouse-DY634 (1:150, 634-01, Dyomics).

Anti-HTP-3 (1:250, chicken polyclonal, gift from A. Dernburg).

Anti-rabbit IgG (1:100, donkey polyclonal, AB_2340586, Jackson Immunoresearch) .

Anti-chicken IgY (1:100, donkey polyclonal, AB_2340347, Jackson Immunoresearch) .

Anti-mouse IgG ( 1:100, donkey polyclonal, AB_2340761, Jackson Immunoresearch).

AlexaFluor 546 anti-mouse IgG (1:500, A10040, ThermoFischer Scientific).

AlexaFluor 647 anti-rabbit IgG (1:500, donkey polyclonal, 711-605-152, Jackson Immunoresearch).

AlexaFluor 488 anti-chicken IgY (1:500, donkey polyclonal, 703-545-155, Jackson Immunoresearch).

Validations were performed by the respectively indicated manufacturers/provider. These antibodies were used to create specimens
for demonstrating a new fitting method for SMLM. The specificity in immunostaining serves as an internal validation.




